Nucleotides G2 to G6 adopt a B-form DNA conformation allowing their phosphate groups to form more intimate contacts to the protein compared with the equivalent nucleotides of an Aform RNA duplex. This difference in conformation allows the G4 phosphate to form a more favourable, shorter hydrogen bond with the guanidinium group of Arg380, a hydrogen bond to the amide side chain of Asn378 (not present in the AfPiwi-RNA complex) and G5 accepts a direct hydrogen bond from Arg385, possibly accounting for the higher affinity of AfPiwi for DNA (Ma et al., 2005) . G6 forms no contacts to AfPiwi, whereas G7-G16 are disordered. In contrast to the exposed position of the T1 nucleotide of an RNA duplex in complex with AfPiwi, the equivalent nucleotide of the DNA duplex is inserted within a pocket of domain-A (Parker et al., 2004) , interacting via van der Waals contacts (involving Ile30 and Phe151) and a hydrogen bond between the N6 amino group of the adenine base and the carboxylate of Asp154. Also unlike the RNA complex, the 3' dinucleotide overhang is disordered.
2 in the presence of AfPiwi at every target concentration tested ( Figure S4D , compare solid and dotted curves). This is consistent with increased complex formation in each case and hence tighter binding. Quantitation of the data in Figure S4F illustrates increased complex formation in the presence of AfPiwi, with binding curves that display close similarity to theoretical curves based on the affinities obtained from ITC ( Figure 4 ). Figure S4E illustrates that free target strand is not depleted by the addition of excess AfPiwi, and hence the depletion is not caused by direct interaction with AfPiwi. Figure S1 . Superposition of the AfPiwi-DNA duplex crystal structure with canonical B-form duplex DNA (pink). Base pairs 2 -6 of the crystallised duplex adopt B-form conformation. Figure 3C (left panels) and Figure 3E (right panels). The top panels show data for the interactions in isolation and the bottom panels data for interactions in the presence of AfPiwi. Duplex structures and sequences are shown over the corresponding panels. The constituents of the ITC cell during a particular run are indicated within the panels (buffer, guide strand alone, AfPiwi alone, AfPiwi-guide complex). Raw data for the experiments in Figures 3A and 3B are shown in Figure  2B . Figure S8 . Time ( 
